Absolute real-time PCR ( RT-PCR)
Pre-defined assay reagents specific for EphA3 and ABL are reagents containing primers and probes (sequence unavailable from Applied Biosystems) optimised for use with the Lightcycler 480 II (Roche Molecular Biochemicals, Mannheim, Germany) and usually designed to span intron-exon boundaries.
A standard curve for both EphA3 and ABL was derived from the serial dilutions by a customary way (Real time Alert Nanogen Advanced Diagnostic Srl Turin, Italy). Knowing the copy number and concentration of plasmid DNA, the precise number of molecules added to subsequent real-time PCR runs can be calculated, thus providing a standard for specific cDNA quantification.
Real-time PCR runs were performed in 96-well optical plates in triplicate (each containing 1 × PCR master mix (Applied Biosystems), 0.2 pmol/μl of forward primer, reverse primer and labeled probe and 5 μl template DNA (either 100ng cDNA or plasmid DNA dilutions ranging from 1 × 10 to 1 × 10 5 in a final volume of 20 μl) for 40 cycles. Default cycle conditions were as follows; 10 minutes at 95ºC and 40 cycles of 30 s at 95ºC, 15 s at 60ºC, and 30 s at 72ºC. Expression represented as EphA3 copy number per 1 × 10 4 Abelson (ABL).
Sequences of sense and antisense primers used to amplify RYK, VEGF and FLNA cDNA were as follows: RYK forward 5′-AGGTGACAATGATGCTCACTGAA-3′, RYK reverse 5′ TGTGATGAAGACCTCGCAGCT-3′, VEGF forward 5′-AAGGAGGAGGGCAGAATCAT-3′, VEGF reverse 5′-CCAGGCCCTCGTCATTG-3′, FLNA forward 5′-CTGCATTTGGCGGAAAGTG-3′, FLNA reverse 5′-CTGCATTTGGCGGAAAGTG-3′. Cycling conditions of relative RT-PCR consisted of 10 minutes at 95°C, followed by 45 cycles of 15s at 95°C and 60 s at 60°C. Relative values of transcripts were calculated using the 2 -ΔΔCt method. 
